cultures (see below). A portion of the cell suspension was snap frozen in liquid nitrogen before culture to provide control material. For culture periods longer than 48 hours the sedimented small pieces of tissue were resuspended in 10% foetal calf serum in TC 199 and 5 ml aliquots transferred to 5 cm Escoplastic AA grade petri dishes for monolayer cultures to form. For culture periods shorter than 48 hours monolayer growth proved insufficient. Therefore the supernate containing single and small clumps of cells was washed twice in TC 199, resuspended in 10% foetal calf serum in TC 199 and grown as suspension cultures with 8 x 106 cells in 1 ml in 7 ml screw-cap bottles. Cultures were incubated at 36°C in a gassed humidified incubator. When necessary the nutrient medium was changed twice a week. After periods ranging from 1 to 21 hours with cells in suspension, and 2-25 days with monolayer cultures, the cells were snap frozen in liquid nitrogen -196°C and then stored at -70°C for subsequent testing. Monolayer cultures when confluent were removed by first rinsing off nutrient medium with Dulbecco PBSa and then dispersing with Versene (0 02%) in PBSa, aided by mechanical flushing. Again
DURING the study of HeLa and other cell lines as a possible source of cancer basic protein (CaBP) (Field and Caspary, 1970; Caspary and Field, 1971; Dickinson, Caspary and Field, 1972 ) WI 38 cells were unexpectedly found to possess the antigenic properties of cancer transformed cells. Since this cell line is generally regarded as non-transformed, a study was made of the antigenic properties before and after various periods in culture of normal human embryonic tissue with respect to lymphocytes from cancer patients. It was found that within a few hours in vitro a new antigenic determninant appeared in association with the cultured cells with the same properties as CaBP.
MATERIALS AND METHODS
Pieces of lung were removed under sterile conditions from healthy human embryos 10-16 weeks) obtained fresh at hysterotomy termination of pregnancy. After washing in TC 199 part of the lung tissue was immediately cut up with scissors and finely dispersed by mincing in a small volume of TC 199. Finally the small pieces were forced through stainless steel 50 and then 150 mesh cytosieves. No trypsin wAas used. The suspension was allowed to sediment for 15-30 min and then used for monolayer cultures and the supernate for suspension cultures (see below). A portion of the cell suspension was snap frozen in liquid nitrogen before culture to provide control material. For culture periods longer than 48 hours the sedimented small pieces of tissue were resuspended in 10% foetal calf serum in TC 199 and 5 ml aliquots transferred to 5 cm Escoplastic AA grade petri dishes for monolayer cultures to form. For culture periods shorter than 48 hours monolayer growth proved insufficient. Therefore the supernate containing single and small clumps of cells was washed twice in TC 199, resuspended in 10% foetal calf serum in TC 199 and grown as suspension cultures with 8 x 106 cells in 1 ml in 7 ml screw-cap bottles. Cultures were incubated at 36°C in a gassed humidified incubator. When necessary the nutrient medium was changed twice a week. After periods ranging from 1 to 21 hours with cells in suspension, and 2-25 days with monolayer cultures, the cells were snap frozen in liquid nitrogen -196°C and then stored at -70°C for subsequent testing. Caspary, 1970, 1971; Caspary and Field, 1971) . Since it is known that lymphocytes from patients suffering from malignant (but not benign) neoplasia respond to CaBP ) and related antigens (Field and Caspary, 1970; Field, Caspary and Carnegie, 1971) , the various cell preparations were tested for the presence of antigen which acte(c like CaBP using lymphocytes from cancer patients.
In principle, the MEM test depends upon the observation that sensitized lymphocytes react with antigen to liberate some material (involving protein synthesis by the cells (Caspary, 1971) ) with the property of causing normal guinea-pig macrophages to travel more slowly in an electric field. Normal guinea-pig macrophages are thus used as an indicator system for lymphocyte antigen interaction in much the same way as sensitized sheep red cells are used in a Wassermann reaction. The macrophage slowing factor (MSF) may be identical with macrophage migration inhibition factor (MIF).
Normal guinea-pig macrophages were raised by intraperitoneal injection of 20 ml sterile liquid paraffin and washing out with heparinized Hanks' solution 6-10 days later.
After the cells had been washed and suspended in medium 199 free from heparin they were subjected to 100 rad y irradiation from a cobalt bomb to obviate (at least temporarily) their ability to take part in a two-way reaction with human lymphocytes, as explained by Caspary and Field (1971) . A one-way reaction is compensated for in a control specimen.
Lymphocytes were obtained from 15 ml of venous blood and separated by the method of Coulson and Chalmers (1964) as modified by Hughes and Caspary (1970) When, however, these tissues were cultivated in vitro they developed antigenic determinant(s) that elicited a response equivalent to that obtained with CaBP, i.e. 14-15%/ slowing. The emergence of cancer-type antigenic determinant(s) occurred within 6 hours and was fully developed by 11 hours. It is clear that foetal tissue freed from the subtle restrictive limitations imposed upon it by its biological context rapidly takes on newr antigenic properties. Alterations in cell antigenicity in culture has been described in other instances: loss of HL-A antigens in fibroblasts paralleling senescence (Sasportes, Dehay and Fellows, 1971 ), changes in blood group H antigen in HeLa cells (Pann and Kuhns, 1972) , loss or masking Whilst further study of the nature of the CaBP-like antigenic material which appears in vitro is continuing, it is already clear that in all properties so far tested (e.g. resistance to irradiation, to trypsin, extractability by acid, blockage by anti ,u chain serum, inactivation by trypan blue or DNA, etc.) a remarkable coincidence with CaBP extracted from human tumours is apparent (Field, Hughes and Caspary, in preparation) . The balance between two types of chromosomes has been shown to control the expression or suppression of malignant cell transformation (Hitotsumachi, Rabinowitz and Sachs, 1971) .
